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Killing effects of Fcy:: Fur/5-FC transfection on human ovarian cancer cells in vitro
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Abstract: Objective To investigate the killing effects of Fey:: Fur suicide gene therapy system on human
ovarian cancer cells (SKOV3). Methods The EGFP(enhanced green fluorescent protein)-labeled eukaryotic
expression plasmid encoding Fey:: Fur suicide gene fragment was constructed. The vector was transferred into
SKOV3 cells. The stable transfectants were screened and analyzed by RT-PCR and Western blot analysis for the
target gene expression. The killing efficacy of 5-FC on the transfected cells was determined by MTT assays and
flow cytometry. Results Correct construction of pEGFP-N1-Fey:: Fur was identified by nucleotide sequencing.
transfection. RT-PCR and Western
blotting indicated that the transfected cells expressed Fey:: Fur gene. MTT and flow cytometry showed 5-FC kill-

About 60% transfected cells displayed green fluorescence after 24 hours’

ed transfected SKOV3 cells. Conclusion Fusion suicide gene therapy system Fey:: Fur/5-FC has a significant

efficacy to kill human ovarian cancer cell line SKOV3.
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1.2.1 pEGFP-N1-Fey:: Fur S41 JFdi i a5 % & e
Fey:: Fur & 3 KRB KL pEGFP-N1 L () 22 T8 e RV 057 25, 1)
FH Primer 5.0 ¥ i1+ 1 X 514,2 4519 5" 45> 314N T Hind T
1 Bel Il B VAL A8, Wit 9 KR 1.1 kb, LiF5I4):5'-
GAAGATCTATGGTCACAGGAGGCAT-3", F 78] #7. 5'-CCCAA-
GCTTGACACAGTAGTATCTGTC-3", %I pORF5-Fey:: Fur ik I
[) Fey:: Fur 3L [H K Be i 17 PCR 4734, PCR 7= M2k 14 pEGFP-
N1 312 Hind 1 #1 Bgl 1 WG Y1 J& 1H1C, B T, DNA ¥ 32 il % 42
IR 2 AERYIEY R B AR R A 1 Topl0 B3z 75
Afa b AR L E 4L Ok pEGFP-NI1-Fey:: Fur, 3%
T R E R KA IR YR 7T SE 50 = 4T
1.2.2 HHFRFE Y SKOV3 Hfig & Fey:: Fur £ 5 3534 40
FRIGTHIE  fE24 fLAR PR SKOV3 40,37 °C 5% CO, ¥
R FRAt PSR 24 h, 43 5L Y B 41 Bk pEGFP-N1-Fey:: Fur il
22 okl pEGFP-N1, 335 B P 6 B8 (A 3% 3% 3L, R i Jiokr
DNA) . ELARERVEF IR UK Lipofectin W] 5347, %% 24 h
J5 , 488 nm EANIUE G N M AN g (0 TEOLE (A R A O, 1T
FEEYR 96 h T, i FH R MR 3R AL, G418 MR FE O 300 me/L;
18 d J5 , PRI we B A fe 9 K B% 77, B 57 A e AL 1R 0 5 e 4
Bk SKOV3-Fey:: Fur fil SKOV3-pEGFP,
1.2.3 RT-PCR Fll Western blot ¥ | 2 & 3% ik 40 itg ¥k
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SKOV3-pEGFP F1 SKOV3 4l /%] I8, W AR L3k 3 4 i iy 2
FHH , Western blot £5{l] Fey:: Fur A0 o
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BH24 hJg A 5-FC, ¥ BE 4> 5 4:0.1.1. 0,10. 0, 100. 0,
1 000.0.10 000.0 pmol/L, FRhikEER 3 MEAL, 35 d )5,
FELINA MTT W E 4 h, 7 L3N A DMSO, #%3% 10 min,
FEHRAX 490 nm Abi5E - FLIOGEE(AL D(490) |, AN
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1.3 %it¥r%
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[l AP I (apoptotic peak ) , JHI5AR SR T4, AR P b 06 338 1
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